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Abstract
Although type I interferons (IFNs) were first described almost 60 years ago, the ability to
monitor and modulate the functional activities of the individual IFN subtypes that comprise
this family has been hindered by a lack of reagents. The major type I IFNs, IFN-β and the
multiple subtypes of IFN-α, are expressed widely and induce their effects on cells by inter-
acting with a shared heterodimeric receptor (IFNAR). In the mouse, the physiologic actions
of IFN-α and IFN-β have been defined using polyclonal anti-type I IFN sera, by targeting
IFNAR using monoclonal antibodies or knockout mice, or using Ifnb-/- mice. However, the
corresponding analysis of IFN-α has been difficult because of its polygenic nature. Herein,
we describe two monoclonal antibodies (mAbs) that differentially neutralize murine IFN-β or
multiple subtypes of murine IFN-α. Using these mAbs, we distinguish specific contributions
of IFN-β versus IFN-α in restricting viral pathogenesis and identify IFN-α as the key media-
tor of the antiviral response in mice infected with West Nile virus. This study thus suggests
the utility of these new reagents in dissecting the antiviral and immunomodulatory roles of
IFN-β versus IFN-α in murine models of infection, immunity, and autoimmunity.
Introduction
The type I interferons (IFNs), first identified by their ability to control viral infection [1, 2], are
now known to contribute broadly to innate and adaptive immunity [3]. In mice, the type I IFN
family includes IFN-β (encoded by a single gene), multiple IFN-α subtypes (14 genes and 3
pseudogenes), IFN-z (limitin) [4], IFN-ε [5, 6] and IFN-κ [7, 8]. The type I IFNs are encoded
by single exon genes (with the exception of IFN-κ, which contains 1 intron) of similar struc-
ture, size, and conservation of protein sequence [6, 9, 10] but with divergent regulatory ele-
ments [11, 12]. Type I IFNs are induced after microbial products are sensed via pattern-
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recognition receptors (PRRs), which triggers activation and nuclear translocation of IRF-family
transcription factors (IRF-1, -3, -5 and -7) [13–16]. While most cell types can produce IFN-β,
the predominant source of IFN-α is hematopoietic cells, particularly plasmacytoid dendritic
cells. [7, 17, 18].
All type I IFNs bind to the same receptor, IFNAR, a ubiquitously expressed heterodimer
consisting of two subunits IFNAR1 and IFNAR2 [19–22]. Type I IFN binding to IFNAR acti-
vates the receptor associated tyrosine kinases, JAK1 and TYK2, which phosphorylate the latent
transcription factors STAT1 and STAT2 to bind IRF-9. These form the ISGF3 complex, which
then enters the nucleus, binds to the IFN response element in the promoters of hundreds of
IFN stimulated genes (ISGs), and initiates their transcription. These ISGs promote antiviral,
anti-proliferative, anti-tumor, and immunomodulatory functions [17, 23, 24]. More specifical-
ly, type I IFNs inhibit viral entry, transcription, translation, and assembly in host cells; augment
host adaptive immune responses [25, 26]; and activate several key innate immune cell types in-
cluding natural killer cells [27, 28], dendritic cells (DC) [29], CD8+ T cells [30] and B cells [31,
32]. Beyond the canonical STAT1-STAT2 signaling pathway, type I IFN-dependent activation
of STAT1 and STAT3 homo- and heterodimers results in variable, context-specific, shifts in
the balance of downstream signaling pathways, altering priming and induction of inflammato-
ry responses [14, 33]. Moreover, individual type I IFN subtypes bind IFNAR with different af-
finities that may influence downstream gene activation [34]. Although type I IFNs trigger
expression of an array of effector genes that limit viral infection [35, 36], their downstream ef-
fects also can be deleterious, leading to inflammatory immunopathology, cellular toxicity [37],
cellular dysfunction [38–42] and suppression of antibacterial responses [43, 44]. Type I IFNs
also have critical roles in promoting autoimmune disease [45–50] and in inducing host-protec-
tive responses to cancer [23, 51–54].
A deeper understanding of the physiologic functions of type I IFN has come from experi-
ments using gene-targeted mice lacking Ifnar1, Ifnar2 [21, 55–59], or Ifnb [60–62] or studies in
which the various ligands or receptors are engineered to express point mutations that alter
downstream signaling [63, 64]. However, distinguishing the specific in vivo effects of IFN-β
and IFN-α has remained challenging. Better tools are needed to understand the mechanisms
by which this family of cytokines functions in health and disease and how to balance protective
versus harmful responses. Herein, we describe the generation and characterization of two
monoclonal antibodies (mAbs), HDβ-4A7 and TIF-3C5, which selectively bind and neutralize
murine IFN-β or many IFN-α subtypes, respectively. Using a mouse model of West Nile virus
(WNV) infection, we demonstrate the efficacy of these neutralizing mAbs in vivo and identify
distinct roles for IFN-β and IFN-α in controlling WNV pathogenesis. Thus, these mAbs pro-
vide a new opportunity to investigate the physiological actions of IFN-α and IFN-β in vivo in
many biological processes.
Materials and Methods
Ethics Statement
These studies were carried out in strict accordance with the recommendations in the Guide for
the Care and Use of Laboratory Animals of the National Institute of Health. All protocols are
approved by the Washington University School of Medicine Animal Studies Committee (Ani-
mal Welfare Assurance # A3381-01). All efforts were made to minimize suffering of animals.
Animals
Specific pathogen free C57BL/6 mice were obtained from either Jackson Laboratories (Bar Har-
bor, ME) or Taconic Farms (Hudson, NY). Ifnar1-/- [65], Ifnb-/- [60], and Irf7-/- [66] mice, all on
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a C57BL/6 background, were bred in the barrier animal facilities of theWashington University
School of Medicine and genotyped prior to experimentation. Male and female mice from 6–18
weeks of age were used in these studies. Armenian hamsters (F1) were purchased from Cytogen
Research and Development (Cambridge, MA) and housed individually with enrichment.
Cytokines and Reagents
Recombinant murine IFN-β was purchased from BioLegend (San Diego, CA), additionally E.
coli-derived IFN-β and IFN-α5 were provided by Daved Fremont (Washington University
School of Medicine). Recombinant murine IFN-α1, -α4, -α11 and-α13 were provided by An-
thony Coyle and Ricardo Cibotti (MedImmune, Inc., Gaithersburg, MD). Murine IFN-γ was
obtained from Genentech (South San Francisco, CA) and IFN-αA/D was a gift from Hoff-
mann-LaRoche (Nutley, NJ). IFN-αA was purchased from PBL Assay Sciences (Piscataway,
NJ). The following mAbs were produced by Leinco Technologies, Inc. (St. Louis, MO): MAR1-
5A3 (neutralizing anti-murine IFNAR1) [67], GIR-208 (control murine IgG1) [68], H22 (neu-
tralizing anti-murine IFN-γ) [69], PIP (control Armenian hamster mAb specific for bacterial
glutathione-S-transferase) [70], and YTS-169 (control rat IgG). Control mouse IgG2a mAb
(OKT3) was purchased from BioXCell (West Lebanon, NH). Type I IFN antibodies 7F-D3 (rat
anti-IFN-β) and 4E-A1 (rat anti-IFN-α) were purchased from Abcam (Cambridge, MA). Sec-
ondary antibody reagents were purchased from Jackson ImmunoResearch (West Grove, PA).
Production of Type I IFN specific mAbs
Mouse mAbs specific for murine IFN-β were developed using Ifnb-/- mice immunized by seven
rounds of hydrodynamic injections of plasmid DNA encoding murine IFN-β at intervals of two-
weeks or greater using methods previously described [67]. Murine Ifnb cDNA was cloned from
a 129SvMa cDNA library derived from lipopolysaccharide and polyinosinic:polycytidylic acid
(pI:C) stimulated bone marrow macrophages and subcloned into EcoRI and XbaI sites of pEF4/
myc-His A vector (Invitrogen, Grand Island, NY), which adds an in-frame 3’ myc epitope and
polyhistidine tag (5’ sense primer: TAGATTTCACCATGAACAACAGGTGGATC; 3’ antisense
primer: TATCTAGAGTTTTGGAAGTTTCTGGT). The Ifnb sequence was excised from this vector
using EcoRI and PmeI sites and ligated into pRK5 vector via EcoRI and SmaI sites and verified
by Sanger sequencing. To produce IFN-β specific mAbs, immune splenocytes from genetically
immunized Ifnb-/- mice were fused to the murine P3X63Ag8.653 myeloma cell line according to
published procedures [67]. Supernatants from growth-positive wells were screened by ELISA for
binding using plate-bound recombinant murine IFN-β compared to murine IFN-γ or IFN-α,
and then for their capacity to block IFN-β effects on target cells (see below). One hybridoma cell
line with neutralizing activity was identified: HDβ-4A7. This hybridoma produced a murine
IgG2a mAb, which was purified by protein A affinity chromatography [67].
Antibodies reactive to IFN-α species were developed following immunization of Armenian
hamsters with recombinant murine IFN-α5 alone, or with multiple IFN-α subtypes (IFN-α1,
-α4, -α5, and-α11) in Freund’s adjuvant using conventional techniques [71]. Hybridomas were
identified by ELISA screening where reactivity to IFN-α5, murine IFN-α1, murine IFN-α13,
and human IFN-αA/D but not to murine IFN-β was used as the selection criteria. TIF-3C5 and
TIF-1D6 were purified by protein A affinity chromatography as described [71].
In vitro IFN activity measurement
Type I IFN activity was measured using three in vitro functional assays: (1) induction of
STAT1 phosphorylation (P-STAT1); (2) upregulation of MHC class I (MHC-I) expression;
and (3) antiviral activity. P-STAT1 was measured by flow cytometry of L929 cells after
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incubation with mAbs and various doses of type I IFNs for 20 min at 37°C. Cells were fixed
using 2% paraformaldehyde, permeabilized with 90% methanol and stained with a mAb to
P-STAT1 (BD Phosflow anti-Stat1, BD Biosciences, San Jose, CA) for 1 h on ice. Enhancement
of MHC-I expression was assessed by flow cytometry following treatment of a murine fibrosar-
coma cell line (F510 or 1969) [72, 73] with different subtypes of IFN for 72 h in the absence or
presence of mAbs as described [67]. IFN-induced antiviral effects were assessed using a cyto-
pathic effect (CPE) assay with L929 cells and vesicular stomatitis virus (VSV, Indiana strain 5 x
104 TCID50) as previously described [67]. In each assay, mAb was titrated as indicated in the
text or Figure legends. One unit of IFN activity is defined as the volume of serum containing
half-maximal stimulating activity.
Phamacokinetics
Groups of wild-type mice were injected i.p. with 0.25 mg HDβ-4A7, TIF-3C5, or control ham-
ster IgG (PIP) mAbs in 0.5 ml of PBS. Blood was collected from two to five mice on days 0 to
20 following mAb administration. TIF-3C5 and HDβ-4A7 levels in the serum were determined
by direct ELISA using plates coated with murine IFN-α4 or IFN-β, respectively. Control Ig
(PIP) was measured by indirect ELISA on anti-Armenian hamster Ig coated plates. Values
were determined based on a standard curve of purified mAb diluted in normal mouse serum.
In vivo pI:C stimulation
Groups of two to five mice were injected with 0.1 mg pI:C (GE Healthcare Life Science, Piscat-
away, NJ) and blood was collected at multiple time points as described in the text or figure
legends.
West Nile virus infection
TheWNV-NY strain (3000.0259) was isolated in New York in 2000 and passaged once in C6/36
Aedes albopictus cells to generate a virus stock that was used in all experiments [74, 75]. WNV
was diluted in Hank’s Balanced Salt Solution supplemented with 1% heat-inactivated fetal bo-
vine serum. Groups of eight to 12 week-old age and sex matched mice were inoculated by foot-
pad injection with 102 plaque forming units (PFU) of WNV in a volume of 50 μl. Mice were
anesthetized with ketamine (~1.7 mg/mouse) and xylazine (~50 μg/mouse) prior to footpad in-
oculation. Antibodies were delivered via intraperitoneal injection in PBS. GIR-208, PIP, or an
IgG2a mAb (2H2) specific to dengue virus prM protein [76] were used as isotype controls for
MAR1-5A3, TIF-3C5 and HDβ-4A7, respectively. Survival was monitored over 21 days. Mice
were monitored daily for disease signs and were euthanized by controlled CO2 administration
when they exhibited severe morbidity, including hindlimb paralysis or non-responsiveness.
Serum analysis fromWNV-infected mice
Wild-type, Ifnar1-/-, Ifnb-/- or Irf7-/- mice were inoculated with WNV and serum was collected
at one to six days following infection. Serum was treated at pH 3.0 for 15 min at 37°C, followed
by neutralization in HEPES (final concentration 250 mM), prior to assay. This treatment inac-
tivates WNV while preserving type I IFN activity [16].
Statistical analysis
For serum bioassay, differences were analyzed with the Mann-Whitney test. Kaplan-Meier sur-
vival curves were analyzed by the log rank test. All data were analyzed using Prism software
(GraphPad, San Diego, CA).
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Results and Discussion
Development of mAbs against specific type I IFNs
The goal of this project was to develop mAbs that neutralized the functional activity of IFN-β
or all forms of IFN-α. We employed a multi-tiered screening strategy to identify functional,
subtype-specific mAbs. Having previously developed a blocking mAb specific for IFNAR1
(MAR1-5A3) using hydrodynamic genetic immunization of Ifnar1-/- mice [67], we used this
same method to immunize Ifnb-/- mice with plasmid DNA encoding full-length murine IFN-β
tagged with myc and hexahistidine. This immunization method allows for the secretion of na-
tive, glycosylated IFN-β and presentation of this ‘foreign’ antigen in an Ifnb-/- mouse with a
largely intact immune system. Animals injected with plasmid DNA displayed serum titers
greater than 1:30,000 as determined by ELISA using recombinant murine IFN-β. Immune sera
did not detect recombinant murine IFN-α1, -α4, -α5, -α13 or IFN-γ and completely blocked
IFN-β-induced STAT1 phosphorylation in L929 cells (data not shown). Fusion of immune
splenocytes generated five stable hybridoma lines as assessed by selective binding to murine
IFN-β by ELISA and lack of reactivity to murine IFN-γ and multiple IFN-α subtypes. Two of
these IFN-β specific hybridomas secreted mAbs of the IgG2a isotype, one of which, HDβ-4A7,
exhibited neutralizing activity and was selected for further characterization. A second mAb,
HDβ-5F5, bound IFN-β specifically but did not block its function. The three other IFN-β-spe-
cific hybridomas secreted IgM and were not analyzed further.
We next sought to produce a “pan-IFN-α” mAb that would neutralize all 14 murine IFN-α
subtypes (75–99% amino acid identity) [6, 9, 10] but not IFN-β (~30% identity) [77]. We could
not use the same approach that generated the IFN-βmAbs because mice lacking the multi-
gene IFN-α complex have not been reported. Instead, we immunized Armenian hamsters with
several different combinations of murine IFN-α proteins including injection with a single IFN-
α subtype (IFN-α5) or with multiple IFN-α subtypes (IFN-α1, -α4, -α5, and-α11) either mixed
together or following sequential immunizations. Each of the immunization strategies generated
polyclonal neutralizing antisera with similar titers against IFN-α5. Immune serum derived
from the hamster immunized repeatedly with purified recombinant murine IFN-α5 displayed
the highest titer (>1:25,000), as assessed with an IFN-α5 ELISA, and showed no binding to
IFN-β. This immune serum also blocked IFN-α5-induced STAT1 phosphorylation in L929 fi-
broblasts (data not shown). Following fusion, many hybridomas were identified that showed
ELISA reactivity with multiple subtypes of recombinant murine IFN-α. However, only mAb
derived from the TIF-3C5 hybridoma neutralized all of the IFN-α subtypes tested. In compari-
son, mAbs derived from other hybridomas bound or blocked different subsets of the IFN-αs
used (S1 Table).
In vitro neutralization of type I IFN activity
Three biological assays were used to identify mAbs that neutralized specific type I IFNs: (1) in-
duction of STAT1 phosphorylation; (2) upregulation of cell surface MHC-I expression; and (3)
inhibition of CPE caused by VSV infection. We initially measured the ability of HDβ-4A7 and
TIF-3C5 to block IFN-β- or IFN-α-induced STAT1 phosphorylation, as this represents a rapid
response following ligand binding to IFNAR1/IFNAR2 that occurs within minutes of receptor
engagement. HDβ-4A7 inhibited STAT1 phosphorylation in a dose-dependent manner, com-
parable to that achieved using an IFNAR1 blocking mAb, MAR1-5A3 (Fig 1A and 1B). A sec-
ond IFN-β-specific IgG2a mAb, HDβ-5F5, as well as several IFN-α-specific mAbs, failed to
block STAT1 phosphorylation induced by IFN-β (data not shown). To examine inhibition of
IFN-α activity in vitro, we tested STAT1 phosphorylation in response to IFN-α4 stimulation.
IFN-α and IFN-β blockade modulate WNV infection
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TIF-3C5 inhibited IFN-α4-mediated phosphorylation in a dose-dependent manner, similar to
that achieved using anti-IFNAR1 mAb, whereas incubation of IFN-α4 with the anti-IFN-β
mAb HDβ-4A7 did not alter phospho-STAT1 levels (Fig 1C and 1D). TIF-3C5 also blocked in-
duction of STAT1 phosphorylation in response to recombinant IFN-αA, IFN-α1, IFN-α5,
IFN-α11 (partial blockade), and IFN-α13 (Fig 1E), with no inhibition of IFN-β (data not
shown). Thus, TIF-3C5 exhibited neutralizing activity for all six of the recombinant IFN-α
subtypes tested.
Fig 1. Blockade of type I IFN activation of P-STAT1 in vitro. Titrations of HDβ-4A7 and TIF-3C5 (0.01–10 μg) or MAR1-5A3 (10 μg) were preincubated for
60 min with 3 ng of IFN-β (A, B) or 3.3 ng of IFN-α4 (C, D) and then incubated with L929 cells for 20 min, followed by staining for P-STAT1 and processing by
flow cytometry. E. Individual IFN-α subtypes (3.3 ng) were preincubated with 10 μg of mAb and then incubated with L929 cells for 20 min, followed by staining
for P-STAT1 and flow cytometric analysis. Data are representative of three or more independent experiments.
doi:10.1371/journal.pone.0128636.g001
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We next examined type I IFN induction of cell surface expression of MHC-I. We used the
mouse sarcoma lines F510 or 1969 that constitutively express low levels of MHC class I, but
upregulate cell surface expression of H-2Kb and H-2Db following IFN treatment. HDβ-4A7 ef-
ficiently blocked IFN-β-mediated H2-Kb expression whereas TIF-3C5 had no effect (Fig 2A
and 2B). In parallel experiments, TIF-3C5 inhibited MHC-I upregulation in a dose dependent
manner upon stimulation with IFN-α4 (Fig 2C and 2D) or additional IFN-α subtypes (IFN-
αA, -α1, -α5, -α11 and-α13), consistent with TIF-3C5 reactivity against all species of IFN-α
tested. HDβ-4A7 and TIF-3C5 blocked IFN-β and IFN-α activity, respectively, in a manner
that was similar to IFNAR blockade by MAR1-5A3.
We also assessed the ability of HDβ-4A7 and TIF-3C5 to neutralize type I IFN antiviral ac-
tivity using a cytopathic effect bioassay. HDβ-4A7 neutralized 10 U (16 pg) of IFN-β antiviral
activity with a 50% inhibitory dose (ID50) of 600 ng/well, compared to 30 ng/well for the
IFNAR1-binding mAb, MAR1-5A3 (Fig 3A). As expected, TIF-3C5 did not inhibit IFN-β anti-
viral activity. Although TIF-3C5 completely blocked the antiviral activity of each IFN-α sub-
types tested, it did so with differing efficiencies (Fig 3B). IFN-α1 was blocked at low
concentrations of mAb (ID50 = 9 ng/well) whereas more TIF-3C5 was needed to inhibit IFN-
α4 (ID50 = 2000 ng/well). It is unclear in these studies if this spectrum of activity reflects the
unique binding affinity of TIF-3C5 for each IFN-α subtype, the specific activity of each of the
IFN-α subtype used, or if particular IFN-α subtypes are more effective at triggering specific bi-
ological functions. Hence, we have identified two mAbs, HDβ-4A7 and TIF-3C5, capable of se-
lectively neutralizing the in vitro activities of recombinant IFN-β and IFN-α, respectively.
We compared the in vitro neutralizing activity of HDβ-4A7 and TIF-3C5 to previously re-
ported rat mAbs targeting IFN-β and IFN-α (7F-D3 and 4E-A1, respectively) [78]. HDβ-4A7
Fig 2. Inhibition of type I IFN MHC I upregulation. Type I IFNs (IFN-β, 800 pg; IFN-α1, 40,000 pg; IFN-α4, 4000 pg; IFN-α5, 400 pg; IFN-α11, 1000 pg; or
IFN-α13, 1000 pg) were preincubated with 1 to 10 μg of HDβ-4A7 (A, B) or 0.1 to 10 μg of TIF-3C5 (C, D), MAR1-5A3 (10 μg) or control hamster IgG (10 μg)
for 30 min then added to fibrosarcoma cells for 72 h and stained for H2-Kb class I MHC antigens by flow cytometry. Plots and histograms are representative of
three or more independent assays using either F510 (A, B) or 1969 (C, D) fibrosarcoma cells.
doi:10.1371/journal.pone.0128636.g002
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exhibited less potent neutralizing activity than 7F-D3, and the relative potencies of TIF-3C5
and 4E-A1 depended on the subtype of IFN-α tested (Fig 4). While 7F-D3 and 4E-A1 exhibit
neutralizing activity against murine IFN-β and IFN-α, anti-globin responses can effect mAb
pharmacokinetics, making these existing rat IgG reagents problematic for repeated in vivo ad-
ministration [79]. The new mAbs reported in this work are more amenable to in vivo use, as
HDβ-4A7 is of murine origin and TIF-3C5 is derived from Armenian hamster, a species whose
IgG is not immunogenic in mice [70,78]
In vivo production of type I IFN
We next tested the ability of HDβ-4A7 and TIF-3C5 to neutralize type I IFNs generated in vivo
in response to inflammatory stimuli or infection. Ifnar1-/-, Ifnb-/- or Irf7-/- mice were used to
generate distinct mixtures of IFN compared to those generated using wild-type animals.
Ifnar1-/- mice produce high levels of circulating IFNs as they lack a receptor to bind and inter-
nalize type I IFNs. Ifnb-/- mice do not produce IFN-β, but generate IFN-α and have normal re-
sponses to type I IFN [60, 61]. Irf7-/- mice produce IFN-β, however IFN-α production is largely
ablated [66, 80]. In the first set of experiments, mice were treated with the TLR3/MDA5 agonist
pI:C to induce IFN production, and serum was collected as a source of naturally produced IFN.
Antiviral activity in the serum was quantitated using the VSV CPE bioassay (Fig 5A–5D).
Wild-type mice injected with pI:C produced peak type I IFN activity at 3 h post injection, with
Fig 3. Neutralization of type I IFN induced antiviral activity in vitro. Ten units IFN-β (A) or IFN-α (B) were preincubated for 1 h with indicated mAbs and
then added to L929 cells overnight. Ten units/well type I IFN activity used in these assays are as follows: IFN-β, 16 pg; IFN-αA, 22 pg; IFN-α1, 15 pg; IFN-α4,
70 pg; IFN-α5, 20 pg; IFN-α13, 13 pg. IFN-treated cells subsequently were infected with VSV for 48 h and cell viability determined by crystal violet staining
and optical density measurements. Results shown are representative of three or more independent experiments.
doi:10.1371/journal.pone.0128636.g003
Fig 4. In vitro neutralizing activity of Type I IFNmAbs. Approximately 20 units of recominant IFN-β (A) or IFN-α1 (B), IFN-α4 (C) or IFN-α13 (D) were
preincubated for 1 h with indicated mAbs and then added to L929 cells overnight. Constant levels of Type I IFN used in these assays are as follows: IFN-β,
4.4 ng; IFN-α1, 0.15 ng; IFN-α4, 0.05 ng; IFN-α13, 34 ng. IFN-treated cells subsequently were infected with VSV for 48 h and cell viability determined by
crystal violet staining and optical density measurements. Results shown are representative of two independent experiments.
doi:10.1371/journal.pone.0128636.g004
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levels declining rapidly by 12 h (data not shown). The kinetics of production were identical for
each of the gene-targeted strains examined with peak levels similar to those described using pI:
C treated wild-type or reporter mice [81, 82]. Ifnb-/- mice produced slightly elevated peak levels
of type I IFN, whereas Irf7-/- animals generated lower levels overall.
We infected mice with WNV, an encephalitic flavivirus, and collected sera one to six days
after infection. Again, we quantitated serum IFN activity using the VSV CPE bioassay (Fig 5E–
5H). Serum levels of IFN-α and IFN-β rose rapidly in Ifnar1-/- mice, which sustain extremely
high levels of viral replication and viral nucleic acids, further driving IFN production [16]. As
previously observed, serum antiviral activity in Ifnb-/- mice was similar to that of wild-type
mice, implying that a substantial component of the antiviral activity in wild-type serum comes
from IFN-α [61]. As expected, only minimal antiviral activity was detected in the serum from
Irf7-/- mice [80].
Neutralization of in vivo generated IFN-β and IFN-α
We used our neutralizing mAbs to characterize the composition of natural IFN produced by
wild-type, Ifnar1-/-, Ifnb-/- or Irf7-/- mice in response to pI:C treatment (Fig 6) or WNV infec-
tion (Fig 7). IFN-containing sera were incubated with control or neutralizing mAbs and the an-
tiviral activity measured by the VSV CPE bioassay. All of the antiviral activity present in the
serum samples was attributable to type I IFN because it was abrogated by addition of the
IFNAR1-blocking mAb MAR1-5A3 (Figs 6 and 7, panels F, L, R and X). Consistent with this
observation, treatment with an IFN-γ neutralizing mAb, H22, did not affect the antiviral activi-
ty (Figs 6 and 7, panels B, H, N and T), which was identical to cultures treated with buffer or
control IgG. In all cases, the combination of both HDβ-4A7 and TIF-3C5 ablated all antiviral
Fig 5. Kinetics of native type I IFN production in vivo.Wild-type (A, E), Ifnar1-/- (B, F), Ifnb-/- (C, G) or Irf7-/- (D, H) mice were treated with 100 μg of pI:C
(A-D) or infected with 102 PFU of WNV (E-H) and serum was assayed on the indicated times for IFN activity by VSV CPE bioassay. Samples from three
independent sets of pI:C treated mice (3 to 5 per group) were collected at 1, 3 and 6 h post injection. Serum from groups of 3 to 8 mice of each genotype was
collected from naïve andWNV infected mice at days 1 to 6 post infection. Each genotype was sampled from at least two (Ifnar1-/- and Irf7-/-) or more (wild-
type and Ifnb-/-) independent infections. IFN levels in all samples were determined at least three times. As shown herein, symbols represent samples derived
from individual animals at the times indicated and assayed at the same time.
doi:10.1371/journal.pone.0128636.g005
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activity in the bioassay (Figs 6 and 7, panels E, K, Q and W), similar to that seen with MAR1-
5A3, revealing that other type I IFNs (e.g., IFN-κ or IFN-z) or type III IFNs (IFN-λ) did not
contribute to antiviral activity under these conditions. In sera from wild-type mice stimulated
with pI:C for 6 h, the type I IFN activity was blocked completely by TIF-3C5 with no effect of
neutralization with HDβ-4A7, indicating that IFN-α was the only type I IFN produced at this
Fig 6. Detection of IFN-β and IFN-α in serum following pI:C treatment. Serum was collected from wild-type (A-F), Ifnar1-/- (G-L), Ifnb-/- (M-R) or Irf7-/-
(S-X) mice injected with 100 μg of pI:C at 3 to 6 hrs. Volumes of serum containing approximately 5–10 units of IFN activity (as determined in Fig 4) were
incubated with 10 μg of mAb for 1 h and then titrations were added to L929 cells overnight. IFN-treated cells were infected with VSV and cellular viability
assessed after 48 h using crystal violet staining and optical density measurements. Each panel is representative of six independent samples.
doi:10.1371/journal.pone.0128636.g006
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time point (Fig 6C and 6D). Identical results were obtained using serum samples obtained at 3
h post injection of pI:C (data not shown). Analogously, in serum obtained 3 days after WNV
infection of wild-type mice, TIF-3C5 fully blocked antiviral activity, with HDβ-4A7 having vir-
tually no impact, indicating that IFN-α is the dominant type I IFN in serum following WNV
Fig 7. Detection of IFN-β and IFN-α in serum followingWNV infection. Serum was collected from wild-type (A-F), Ifnar1-/- (G-L), Ifnb-/- (M-R) or Irf7-/-
(S-X) mice infected with 102 PFU of WNV at day 3 (wild-type and Ifnar1-/-) or day 4 (Ifnb-/- and Irf7-/-). Volumes of serum containing approximately 5–10 units
of IFN activity (as determined in Fig 4) were incubated with 10 μg of mAb for 1 h and then titrations were added to L929 cells overnight. IFN-treated cells were
infected with VSV and cellular viability assessed after 48 h using crystal violet staining and optical density measurements. Each panel is representative of six
independent samples.
doi:10.1371/journal.pone.0128636.g007
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infection at that time point (Fig 7C and 7D). Neither TIF-3C5 nor HDβ-4A7 alone could
completely neutralize the antiviral activity present in serum from Ifnar1-/- mice following
either pI:C treatment or WNV challenge, demonstrating that both IFN-β and IFN-α are pro-
duced in these immunodeficient mice in response to these stimuli although IFN-α predomi-
nates (Figs 6 and 7, panels I and J). As expected, HDβ-4A7 had no impact on the antiviral
activity found in serum from Ifnb-/- mice and all of the IFN activity in these samples was neu-
tralized by TIF-3C5 (Figs 6 and 7, panels O and P). With serum from pI:C-treated Irf7-/- mice,
HDβ-4A7 neutralized antiviral activity whereas TIF-3C5 had no effect (Fig 6V and 6U). In
contrast, TIF-3C5 neutralized all of the type I IFN activity fromWNV-infected Irf7-/- mice,
with no neutralization by HDβ-4A7 (Fig 7U and 7V). Thus, IFN-α was generated in Irf7-/-
mice in response to WNV infection but not after pI:C treatment. This IFN-α activity may be
due to the IFN-α4 subtype, which is an unusual IFN-α that can be induced directly in response
to pattern recognition receptor signaling and does not require IFN-β production or IRF-7-de-
pendent transcriptional activity for its expression [83]. Although Irf7-/- mice would be expected
to induce some IFN-β in response to WNV infection, this low level of IFN-βmay be induced at
early time points and cleared from the circulation by IFNAR1 or fall below the sensitivity of
this assay. Collectively, these data establish that HDβ-4A7 and TIF-3C5 can bind and neutral-
ize naturally-produced IFN-β and IFN-α, respectively, and provide a sensitive tool to interro-
gate the appearance and quantity of either IFN in complex biological samples such as serum.
Type I IFN mAbs enhance lethality of WNV infection
Having identified mAbs that selectively neutralize IFN-β and IFN-α in vitro, we assessed
whether they could neutralize IFN activity in vivo. Pharmacokinetic analysis revealed circulato-
ry half-lives of 14 days for HDβ-4A7 and 3.5 days for TIF-3C5 as determined by ELISA using
IFN-β and IFN-α5, respectively, and 4 days for PIP control Armenian hamster IgG (data not
shown). To evaluate the ability of HDβ-4A7 and TIF-3C5 to neutralize IFNs in vivo, we used a
well-characterized model of WNV infection in which type I IFNs control viral replication and
pathogenesis [61, 84, 85].
In vivomAb efficacy was assessed by monitoring survival following WNV infection. We ob-
served increased lethality in wild-type mice treated with 500 μg of TIF-3C5 one day prior and
two days following WNV infection, compared to mice receiving isotype control IgG (Fig 8A),
but this difference did not achieve statistical significance (P> 0.05). We tried an alternate dos-
ing regimen and found that three administrations of TIF-3C5 (250 μg one day prior, one day
following, and three days following WNV infection) produced a greater and statistically signifi-
cant increase in lethality compared to two doses of 500 μg (Fig 8B). TIF-3C5 treatment en-
hanced lethality compared to isotype control mAb in both wild-type and Ifnb-/- mice,
indicating a key antiviral role for IFN-α in the presence or absence of IFN-β [86]. Wild-type
mice treated with 250μg of HDβ-4A7 one day prior and two days following WNV infection
succumbed with kinetics identical to Ifnb-/- mice, indicating that HDβ-4A7 completely neutral-
izes IFN-β activity in vivo (Fig 8C). Combined administration of both HDβ-4A7 and TIF-3C5
in wild-type mice, or TIF-3C5 treatment in Ifnb-/- mice, phenocopied treatment with MAR1-
5A3 (Fig 8D). Since IFN-β and IFN-α fully accounted for the type I IFN response observed,
these data suggest that other type I IFN subtypes do not contribute significantly to the antiviral
response to WNV in this system. TIF-3C5 treatment produced a small increase lethality in
Irf7-/- mice (Fig 8A), consistent with the ability of this mAb to neutralize antiviral activity in
serum fromWNV-infected Irf7-/- mice (Fig 7U). We conclude that while some residual IFN-α
is induced in the absence of IRF-7, it is insufficient to support an antiviral response, perhaps
because IRF-7 is necessary for the expression of antiviral effector molecules in response to
IFN-α and IFN-β blockade modulate WNV infection
PLOS ONE | DOI:10.1371/journal.pone.0128636 May 26, 2015 12 / 19
IFN-α signaling. We presume that the IRF-7-independent IFN-α produced is IFN-α4. Togeth-
er, our observations provide new insights into the specific roles of IFN-β and IFN-α in the re-
sponse to WNV infection. Specifically, we detected very little IFN-β in serum of WNV infected
mice (days 2 to 6 after infection) and found that the type I IFN response was dominated by
IFN-α; it is likely that small quantities of IFN-β are sufficient to initiate positive feedback am-
plification driving IFN-α production. Since TIF-3C5 neutralizes all murine IFN-α subtypes
tested, the present studies do not distinguish unique functions for different IFN-α subtypes in
vivo; neutralizing mAbs targeting individual or defined sets of IFN-α subtypes will be needed
to determine their specific properties. Although our observations define the specific contribu-
tions of IFN-α versus IFN-β in serum, other IFN subtypes may act in a localized manner in
particular cells or tissues. Furthermore, the relative contributions of IFN subtypes to the antivi-
ral response for different infections may depend on the tropism and evasion strategies of the
virus studied.
In summary, we generated two new mAbs, HDβ-4A7 and TIF-3C5, that are highly specific
for murine IFN-β and most, if not all, IFN-α subtypes, respectively, and can block type I IFN
activity in vitro and in vivo. We used these novel reagents to distinguish specific contributions
of IFN-β and IFN-α to the antiviral response to WNV infection. Our observations reveal a
complex interplay between IFN production and host survival from infection. These unique re-
agents provided us with an ability to monitor and/or selectively ablate the functional activity of
individual type I IFN subtypes in complex models of immune and inflammatory stimulation.
Fig 8. Type I IFN blockingmAbs enhance lethality of WNV infection.Wild-type or Irf7-/- mice were administered 500 μg of TIF-3C5 or isotype control mAb
by intraperitoneal injection one day prior, and two days following subcutaneous infection with 102 PFU of WNV.B.Wild-type or Ifnb-/- mice received 250 μg of
TIF-3C5 or isotype control mAb one day prior, one day following, and three days followingWNV infection.C.Wild-type or Ifnb-/- mice received 250 μg of HDβ-
4A7 or isotype control antibody one day prior and two days following WNV infection. D.Wild-type or Ifnb-/- mice received 250 μg of HDβ-4A7 antibody or
isotype control one day prior and three days following WNV infection, as well as 500 μg of TIF-3C5 antibody (or control) one day prior, one day following, and
three days following infection. Wild-type and Ifnar1-/- mice were given 500 μg of MAR1-5A3 or isotype control mAb one day prior, one day following, and three
days following infection. Survival was monitored for 21 days. Data represent 9 to 20 mice per group, from 2 or more independent experiments. *, P < 0.05;
***, P < 0.001; ****, P < 0.0001 (log-rank test).
doi:10.1371/journal.pone.0128636.g008
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Unlike studies in gene-targeted animals, these reagents will permit modulation of IFN activity
at particular time points relative to infectious or inflammatory stimuli in the context of an im-
mune system that has developed in a normal IFN milieu. These mAbs will be valuable tools to
interrogate the specific functional roles of IFN-β and IFN-α in inflammatory, infectious, or au-
toimmune models of disease.
Supporting Information
S1 ARRIVE Checklist.
(PDF)
S1 Table. ELISA Binding Specificity of Type I IFN Antibodies. Binding of mAbs to adsorbed
recombinant IFNs was measured by ELISA.
(DOCX)
Acknowledgments
The authors thank Daved Fremont and Chung Lee for providing recombinant IFN-α5 and
IFN-β and are grateful to Anthony Coyle and Richard Cibotti for the gift of recombinant IFN-
α1, -α4, -α11, and-α13. The IFN-β plasmid DNA was constructed by Mark Diamond. We
thank Marina Cella for reagents and helpful discussions.
Author Contributions
Conceived and designed the experiments: KCFS HMLMSD RDS. Performed the experiments:
KCFS HML. Analyzed the data: KCFS HMLMSD RDS. Contributed reagents/materials/analy-
sis tools: KCFS HMLMSD RDS. Wrote the paper: KCFS HMLMSD RDS.
References
1. Isaacs A, Lindenmann J. Virus interference. I. The interferon. Proc R Soc Lond B Biol Sci. 1957; 147
(927):258–67. Epub 1957/09/12. PMID: 13465720.
2. Nagano Y, Kojima Y. [Inhibition of vaccinia infection by a liquid factor in tissues infected by homologous
virus]. Comptes rendus des seances de la Societe de biologie et de ses filiales. 1958; 152(11):1627–9.
Epub 1958/01/01. PMID: 13639454.
3. Gresser I, Tovey MG, Maury C, Bandu MT. Role of interferon in the pathogenesis of virus diseases in
mice as demonstrated by the use of anti-interferon serum. II. Studies with herpes simplex, Moloney sar-
coma, vesicular stomatitis, Newcastle disease, and influenza viruses. The Journal of experimental
medicine. 1976; 144(5):1316–23. Epub 1976/11/02. PMID: 186555; PubMed Central PMCID:
PMC2190450.
4. Oritani K, Medina KL, Tomiyama Y, Ishikawa J, Okajima Y, OgawaM, et al. Limitin: An interferon-like
cytokine that preferentially influences B-lymphocyte precursors. Nature medicine. 2000; 6(6):659–66.
Epub 2000/06/03. doi: 10.1038/76233 PMID: 10835682.
5. Fung KY, Mangan NE, Cumming H, Horvat JC, Mayall JR, Stifter SA, et al. Interferon-epsilon protects
the female reproductive tract from viral and bacterial infection. Science. 2013; 339(6123):1088–92.
Epub 2013/03/02. doi: 10.1126/science.1233321 PMID: 23449591; PubMed Central PMCID:
PMC3617553.
6. Hardy MP, Owczarek CM, Jermiin LS, Ejdeback M, Hertzog PJ. Characterization of the type I interferon
locus and identification of novel genes. Genomics. 2004; 84(2):331–45. Epub 2004/07/06. doi: 10.
1016/j.ygeno.2004.03.003 PMID: 15233997.
7. LaFleur DW, Nardelli B, Tsareva T, Mather D, Feng P, Semenuk M, et al. Interferon-kappa, a novel
type I interferon expressed in human keratinocytes. The Journal of biological chemistry. 2001; 276
(43):39765–71. Epub 2001/08/22. doi: 10.1074/jbc.M102502200 PMID: 11514542.
8. Buontempo PJ, Jubin RG, Buontempo CA, Wagner NE, Reyes GR, Baroudy BM. Antiviral activity of
transiently expressed IFN-kappa is cell-associated. Journal of interferon & cytokine research: the offi-
cial journal of the International Society for Interferon and Cytokine Research. 2006; 26(1):40–52. Epub
2006/01/24. doi: 10.1089/jir.2006.26.40 PMID: 16426147.
IFN-α and IFN-β blockade modulate WNV infection
PLOS ONE | DOI:10.1371/journal.pone.0128636 May 26, 2015 14 / 19
9. van Pesch V, Lanaya H, Renauld JC, Michiels T. Characterization of the murine alpha interferon gene
family. Journal of virology. 2004; 78(15):8219–28. Epub 2004/07/16. doi: 10.1128/JVI.78.15.8219-
8228.2004 PMID: 15254193; PubMed Central PMCID: PMC446145.
10. Zwarthoff EC, Mooren AT, Trapman J. Organization, structure and expression of murine interferon
alpha genes. Nucleic acids research. 1985; 13(3):791–804. Epub 1985/02/11. PMID: 2987810;
PubMed Central PMCID: PMC341035.
11. Khabar KS, Young HA. Post-transcriptional control of the interferon system. Biochimie. 2007; 89(6–
7):761–9. Epub 2007/04/06. doi: 10.1016/j.biochi.2007.02.008 PMID: 17408842; PubMed Central
PMCID: PMC1994070.
12. Donlin LT, Jayatilleke A, Giannopoulou EG, Kalliolias GD, Ivashkiv LB. Modulation of TNF-Induced
Macrophage Polarization by Synovial Fibroblasts. J Immunol. 2014; 193(5):2373–83. Epub 2014/07/
25. doi: 10.4049/jimmunol.1400486 PMID: 25057003; PubMed Central PMCID: PMC4135020.
13. Akira S, Takeda K. Toll-like receptor signalling. Nature reviews Immunology. 2004; 4(7):499–511. Epub
2004/07/02. doi: 10.1038/nri1391 PMID: 15229469.
14. Ivashkiv LB, Donlin LT. Regulation of type I interferon responses. Nature reviews Immunology. 2014;
14(1):36–49. Epub 2013/12/24. doi: 10.1038/nri3581 PMID: 24362405; PubMed Central PMCID:
PMC4084561.
15. Tamura T, Yanai H, Savitsky D, Taniguchi T. The IRF family transcription factors in immunity and onco-
genesis. Annual review of immunology. 2008; 26:535–84. Epub 2008/02/29. doi: 10.1146/annurev.
immunol.26.021607.090400 PMID: 18303999.
16. Lazear HM, Lancaster A, Wilkins C, Suthar MS, Huang A, Vick SC, et al. IRF-3, IRF-5, and IRF-7 coor-
dinately regulate the type I IFN response in myeloid dendritic cells downstream of MAVS signaling.
PLoS pathogens. 2013; 9(1):e1003118. Epub 2013/01/10. doi: 10.1371/journal.ppat.1003118 PMID:
23300459; PubMed Central PMCID: PMC3536698.
17. Prakash A, Smith E, Lee CK, Levy DE. Tissue-specific positive feedback requirements for production
of type I interferon following virus infection. The Journal of biological chemistry. 2005; 280(19):18651–
7. Epub 2005/03/16. doi: 10.1074/jbc.M501289200 PMID: 15767254; PubMed Central PMCID:
PMC1167601.
18. Barchet W, Cella M, Odermatt B, Asselin-Paturel C, Colonna M, Kalinke U. Virus-induced interferon
alpha production by a dendritic cell subset in the absence of feedback signaling in vivo. The Journal of
experimental medicine. 2002; 195(4):507–16. Epub 2002/02/21. PMID: 11854363; PubMed Central
PMCID: PMC2193622.
19. Uze G, Schreiber G, Piehler J, Pellegrini S. The receptor of the type I interferon family. Current topics in
microbiology and immunology. 2007; 316:71–95. Epub 2007/11/01. PMID: 17969444.
20. Pestka S, Krause CD, Walter MR. Interferons, interferon-like cytokines, and their receptors. Immuno-
logical reviews. 2004; 202:8–32. Epub 2004/11/18. doi: 10.1111/j.0105-2896.2004.00204.x PMID:
15546383.
21. deWeerd NA, Samarajiwa SA, Hertzog PJ. Type I interferon receptors: biochemistry and biological
functions. The Journal of biological chemistry. 2007; 282(28):20053–7. Epub 2007/05/16. doi: 10.1074/
jbc.R700006200 PMID: 17502368.
22. deWeerd NA, Nguyen T. The interferons and their receptors—distribution and regulation. Immunology
and cell biology. 2012; 90(5):483–91. Epub 2012/03/14. doi: 10.1038/icb.2012.9 PMID: 22410872.
23. Diamond MS, Kinder M, Matsushita H, Mashayekhi M, Dunn GP, Archambault JM, et al. Type I interfer-
on is selectively required by dendritic cells for immune rejection of tumors. The Journal of experimental
medicine. 2011; 208(10):1989–2003. Epub 2011/09/21. doi: 10.1084/jem.20101158 PMID: 21930769;
PubMed Central PMCID: PMC3182061.
24. Fuertes MB, Woo SR, Burnett B, Fu YX, Gajewski TF. Type I interferon response and innate immune
sensing of cancer. Trends in immunology. 2013; 34(2):67–73. Epub 2012/11/06. doi: 10.1016/j.it.2012.
10.004 PMID: 23122052; PubMed Central PMCID: PMC3565059.
25. Clemens MJ, Elia A. The double-stranded RNA-dependent protein kinase PKR: structure and function.
Journal of interferon & cytokine research: the official journal of the International Society for Interferon
and Cytokine Research. 1997; 17(9):503–24. Epub 1997/10/23. PMID: 9335428.
26. Stark GR, Kerr IM, Williams BR, Silverman RH, Schreiber RD. How cells respond to interferons. Annual
review of biochemistry. 1998; 67:227–64. Epub 1998/10/06. doi: 10.1146/annurev.biochem.67.1.227
PMID: 9759489.
27. Trinchieri G. Type I interferon: friend or foe? The Journal of experimental medicine. 2010; 207
(10):2053–63. Epub 2010/09/15. doi: 10.1084/jem.20101664 PMID: 20837696; PubMed Central
PMCID: PMC2947062.
IFN-α and IFN-β blockade modulate WNV infection
PLOS ONE | DOI:10.1371/journal.pone.0128636 May 26, 2015 15 / 19
28. Salazar-Mather TP, Ishikawa R, Biron CA. NK cell trafficking and cytokine expression in splenic com-
partments after IFN induction and viral infection. J Immunol. 1996; 157(7):3054–64. Epub 1996/10/01.
PMID: 8816415.
29. Le Bon A, Etchart N, Rossmann C, Ashton M, Hou S, Gewert D, et al. Cross-priming of CD8+ T cells
stimulated by virus-induced type I interferon. Nature immunology. 2003; 4(10):1009–15. Epub 2003/09/
23. doi: 10.1038/ni978 PMID: 14502286.
30. Le Bon A, Durand V, Kamphuis E, Thompson C, Bulfone-Paus S, Rossmann C, et al. Direct stimulation
of T cells by type I IFN enhances the CD8+ T cell response during cross-priming. J Immunol. 2006; 176
(8):4682–9. Epub 2006/04/06. PMID: 16585561.
31. Le Bon A, Schiavoni G, D'Agostino G, Gresser I, Belardelli F, Tough DF. Type i interferons potently en-
hance humoral immunity and can promote isotype switching by stimulating dendritic cells in vivo. Immu-
nity. 2001; 14(4):461–70. Epub 2001/05/05. PMID: 11336691.
32. Le Bon A, Thompson C, Kamphuis E, Durand V, Rossmann C, Kalinke U, et al. Cutting edge: enhance-
ment of antibody responses through direct stimulation of B and T cells by type I IFN. J Immunol. 2006;
176(4):2074–8. Epub 2006/02/04. PMID: 16455962.
33. Hertzog PJ, Williams BR. Fine tuning type I interferon responses. Cytokine & growth factor reviews.
2013; 24(3):217–25. Epub 2013/05/29. doi: 10.1016/j.cytogfr.2013.04.002 PMID: 23711406.
34. Schreiber G, Piehler J. The molecular basis for functional plasticity in type I interferon signaling. Trends
in immunology. 2015; 36(3):139–49. Epub 2015/02/18. doi: 10.1016/j.it.2015.01.002 PMID: 25687684.
35. Schoggins JW,Wilson SJ, Panis M, Murphy MY, Jones CT, Bieniasz P, et al. A diverse range of gene
products are effectors of the type I interferon antiviral response. Nature. 2011; 472(7344):481–5. Epub
2011/04/12. doi: 10.1038/nature09907 PMID: 21478870; PubMed Central PMCID: PMC3409588.
36. Schoggins JW, MacDuff DA, Imanaka N, Gainey MD, Shrestha B, Eitson JL, et al. Pan-viral specificity
of IFN-induced genes reveals new roles for cGAS in innate immunity. Nature. 2014; 505(7485):691–5.
Epub 2013/11/29. doi: 10.1038/nature12862 PMID: 24284630; PubMed Central PMCID:
PMC4077721.
37. Pascual V, Chaussabel D, Banchereau J. A genomic approach to human autoimmune diseases. Annu-
al review of immunology. 2010; 28:535–71. Epub 2010/03/03. doi: 10.1146/annurev-immunol-030409-
101221 PMID: 20192809; PubMed Central PMCID: PMC2847838.
38. Boasso A, Hardy AW, Anderson SA, Dolan MJ, Shearer GM. HIV-induced type I interferon and trypto-
phan catabolism drive T cell dysfunction despite phenotypic activation. PloS one. 2008; 3(8):e2961.
Epub 2008/08/14. doi: 10.1371/journal.pone.0002961 PMID: 18698365; PubMed Central PMCID:
PMC2491901.
39. Henry T, Kirimanjeswara GS, Ruby T, Jones JW, Peng K, Perret M, et al. Type I IFN signaling con-
strains IL-17A/F secretion by gammadelta T cells during bacterial infections. J Immunol. 2010; 184
(7):3755–67. Epub 2010/02/24. doi: 10.4049/jimmunol.0902065 PMID: 20176744; PubMed Central
PMCID: PMC2879132.
40. Herbeuval JP, Shearer GM. HIV-1 immunopathogenesis: how good interferon turns bad. Clin Immunol.
2007; 123(2):121–8. Epub 2006/11/23. doi: 10.1016/j.clim.2006.09.016 PMID: 17112786; PubMed
Central PMCID: PMC1930161.
41. Boasso A, Royle CM, Doumazos S, Aquino VN, Biasin M, Piacentini L, et al. Overactivation of plasma-
cytoid dendritic cells inhibits antiviral T-cell responses: a model for HIV immunopathogenesis. Blood.
2011; 118(19):5152–62. Epub 2011/09/21. doi: 10.1182/blood-2011-03-344218 PMID: 21931112;
PubMed Central PMCID: PMC3217402.
42. Swiecki M, Wang Y, Vermi W, Gilfillan S, Schreiber RD, Colonna M. Type I interferon negatively con-
trols plasmacytoid dendritic cell numbers in vivo. The Journal of experimental medicine. 2011; 208
(12):2367–74. Epub 2011/11/16. doi: 10.1084/jem.20110654 PMID: 22084408; PubMed Central
PMCID: PMC3256963.
43. Carrero JA, Calderon B, Unanue ER. Type I interferon sensitizes lymphocytes to apoptosis and re-
duces resistance to Listeria infection. The Journal of experimental medicine. 2004; 200(4):535–40.
Epub 2004/08/11. doi: 10.1084/jem.20040769 PMID: 15302900; PubMed Central PMCID:
PMC2211931.
44. Carrero JA. Confounding roles for type I interferons during bacterial and viral pathogenesis. Internation-
al immunology. 2013; 25(12):663–9. Epub 2013/10/26. doi: 10.1093/intimm/dxt050 PMID: 24158954;
PubMed Central PMCID: PMC3839063.
45. Miller JC, Ma Y, Bian J, Sheehan KC, Zachary JF, Weis JH, et al. A critical role for type I IFN in arthritis
development following Borrelia burgdorferi infection of mice. J Immunol. 2008; 181(12):8492–503.
Epub 2008/12/04. PMID: 19050267; PubMed Central PMCID: PMC3024833.
46. Biggioggero M, Gabbriellini L, Meroni PL. Type I interferon therapy and its role in autoimmunity. Autoim-
munity. 2010; 43(3):248–54. Epub 2010/03/20. doi: 10.3109/08916930903510971 PMID: 20298125.
IFN-α and IFN-β blockade modulate WNV infection
PLOS ONE | DOI:10.1371/journal.pone.0128636 May 26, 2015 16 / 19
47. Rizza P, Moretti F, Belardelli F. Recent advances on the immunomodulatory effects of IFN-alpha: impli-
cations for cancer immunotherapy and autoimmunity. Autoimmunity. 2010; 43(3):204–9. Epub 2010/
03/02. doi: 10.3109/08916930903510880 PMID: 20187707.
48. Nestle FO, Conrad C, Tun-Kyi A, Homey B, Gombert M, Boyman O, et al. Plasmacytoid predendritic
cells initiate psoriasis through interferon-alpha production. The Journal of experimental medicine.
2005; 202(1):135–43. Epub 2005/07/07. doi: 10.1084/jem.20050500 PMID: 15998792; PubMed Cen-
tral PMCID: PMC2212894.
49. Theofilopoulos AN, Baccala R, Beutler B, Kono DH. Type I interferons (alpha/beta) in immunity and au-
toimmunity. Annual review of immunology. 2005; 23:307–36. Epub 2005/03/18. doi: 10.1146/annurev.
immunol.23.021704.115843 PMID: 15771573.
50. Axtell RC, Raman C, Steinman L. Type I interferons: beneficial in Th1 and detrimental in Th17 autoim-
munity. Clinical reviews in allergy & immunology. 2013; 44(2):114–20. Epub 2012/01/11. doi: 10.1007/
s12016-011-8296-5 PMID: 22231516.
51. Trinchieri G, Santoli D, Knowles BB. Tumour cell lines induce interferon in human lymphocytes. Nature.
1977; 270(5638):611–3. Epub 1977/12/15. PMID: 593387.
52. Dunn GP, Bruce AT, Sheehan KC, Shankaran V, Uppaluri R, Bui JD, et al. A critical function for type I
interferons in cancer immunoediting. Nature immunology. 2005; 6(7):722–9. Epub 2005/06/14. doi: 10.
1038/ni1213 PMID: 15951814.
53. Swann JB, Hayakawa Y, Zerafa N, Sheehan KC, Scott B, Schreiber RD, et al. Type I IFN contributes to
NK cell homeostasis, activation, and antitumor function. J Immunol. 2007; 178(12):7540–9. Epub 2007/
06/06. PMID: 17548588.
54. Jaks E, Gavutis M, Uze G, Martal J, Piehler J. Differential receptor subunit affinities of type I interferons
govern differential signal activation. Journal of molecular biology. 2007; 366(2):525–39. Epub 2006/12/
19. doi: 10.1016/j.jmb.2006.11.053 PMID: 17174979.
55. Hwang SY, Hertzog PJ, Holland KA, Sumarsono SH, TymmsMJ, Hamilton JA, et al. A null mutation in
the gene encoding a type I interferon receptor component eliminates antiproliferative and antiviral re-
sponses to interferons alpha and beta and alters macrophage responses. Proceedings of the National
Academy of Sciences of the United States of America. 1995; 92(24):11284–8. Epub 1995/11/21.
PMID: 7479980; PubMed Central PMCID: PMC40616.
56. Mueller C, Kornilova L, Wiest G, Steinhoff N. Psychophysical studies of visuo-vestibular interaction in
microgravity. Acta astronautica. 1994; 33:9–13. Epub 1994/07/01. PMID: 11539543.
57. Kamphuis E, Junt T, Waibler Z, Forster R, Kalinke U. Type I interferons directly regulate lymphocyte re-
circulation and cause transient blood lymphopenia. Blood. 2006; 108(10):3253–61. Epub 2006/07/27.
doi: 10.1182/blood-2006-06-027599 PMID: 16868248.
58. Fenner JE, Starr R, Cornish AL, Zhang JG, Metcalf D, Schreiber RD, et al. Suppressor of cytokine sig-
naling 1 regulates the immune response to infection by a unique inhibition of type I interferon activity.
Nature immunology. 2006; 7(1):33–9. Epub 2005/11/29. doi: 10.1038/ni1287 PMID: 16311601.
59. Kawai T, Akira S. Innate immune recognition of viral infection. Nature immunology. 2006; 7(2):131–7.
Epub 2006/01/21. doi: 10.1038/ni1303 PMID: 16424890.
60. Takaoka A, Mitani Y, Suemori H, Sato M, Yokochi T, Noguchi S, et al. Cross talk between interferon-
gamma and—alpha/beta signaling components in caveolar membrane domains. Science. 2000; 288
(5475):2357–60. Epub 2000/07/06. PMID: 10875919.
61. Lazear HM, Pinto AK, Vogt MR, Gale M Jr., Diamond MS. Beta interferon controls West Nile virus infec-
tion and pathogenesis in mice. Journal of virology. 2011; 85(14):7186–94. Epub 2011/05/06. doi: 10.
1128/JVI.00396-11 PMID: 21543483; PubMed Central PMCID: PMC3126609.
62. Deonarain R, Alcami A, Alexiou M, Dallman MJ, Gewert DR, Porter AC. Impaired antiviral response
and alpha/beta interferon induction in mice lacking beta interferon. Journal of virology. 2000; 74
(7):3404–9. Epub 2000/03/09. PMID: 10708458; PubMed Central PMCID: PMC111842.
63. Runkel L, Pfeffer L, Lewerenz M, Monneron D, Yang CH, Murti A, et al. Differences in activity between
alpha and beta type I interferons explored by mutational analysis. The Journal of biological chemistry.
1998; 273(14):8003–8. Epub 1998/05/09. PMID: 9525899.
64. Lewerenz M, Mogensen KE, Uze G. Shared receptor components but distinct complexes for alpha and
beta interferons. Journal of molecular biology. 1998; 282(3):585–99. Epub 1998/09/17. doi: 10.1006/
jmbi.1998.2026 PMID: 9737924.
65. Muller U, Steinhoff U, Reis LF, Hemmi S, Pavlovic J, Zinkernagel RM, et al. Functional role of type I and
type II interferons in antiviral defense. Science. 1994; 264(5167):1918–21. Epub 1994/06/24. PMID:
8009221.
IFN-α and IFN-β blockade modulate WNV infection
PLOS ONE | DOI:10.1371/journal.pone.0128636 May 26, 2015 17 / 19
66. Honda K, Yanai H, Negishi H, Asagiri M, Sato M, Mizutani T, et al. IRF-7 is the master regulator of type-
I interferon-dependent immune responses. Nature. 2005; 434(7034):772–7. Epub 2005/04/01. doi: 10.
1038/nature03464 PMID: 15800576.
67. Sheehan KC, Lai KS, DunnGP, Bruce AT, DiamondMS, Heutel JD, et al. Blocking monoclonal antibod-
ies specific for mouse IFN-alpha/beta receptor subunit 1 (IFNAR-1) frommice immunized by in vivo hy-
drodynamic transfection. Journal of interferon & cytokine research: the official journal of the
International Society for Interferon and Cytokine Research. 2006; 26(11):804–19. Epub 2006/11/23.
doi: 10.1089/jir.2006.26.804 PMID: 17115899.
68. Sheehan KC, Calderon J, Schreiber RD. Generation and characterization of monoclonal antibodies
specific for the human IFN-gamma receptor. J Immunol. 1988; 140(12):4231–7. Epub 1988/06/15.
PMID: 2453573.
69. Schreiber RD. Identification of gamma-interferon as a murine macrophage-activating factor for tumor
cytotoxicity. Contemporary topics in immunobiology. 1984; 13:171–98. Epub 1984/01/01. PMID:
6428805.
70. Bach EA, Szabo SJ, Dighe AS, Ashkenazi A, Aguet M, Murphy KM, et al. Ligand-induced autoregula-
tion of IFN-gamma receptor beta chain expression in T helper cell subsets. Science. 1995; 270
(5239):1215–8. Epub 1995/11/17. PMID: 7502050.
71. Sheehan KC, Ruddle NH, Schreiber RD. Generation and characterization of hamster monoclonal anti-
bodies that neutralize murine tumor necrosis factors. J Immunol. 1989; 142(11):3884–93. Epub 1989/
06/01. PMID: 2469726.
72. Shankaran V, Ikeda H, Bruce AT, White JM, Swanson PE, Old LJ, et al. IFNgamma and lymphocytes
prevent primary tumour development and shape tumour immunogenicity. Nature. 2001; 410
(6832):1107–11. Epub 2001/04/27. doi: 10.1038/35074122 PMID: 11323675.
73. Koebel CM, Vermi W, Swann JB, Zerafa N, Rodig SJ, Old LJ, et al. Adaptive immunity maintains occult
cancer in an equilibrium state. Nature. 2007; 450(7171):903–7. Epub 2007/11/21. doi: 10.1038/
nature06309 PMID: 18026089.
74. Ebel GD, Dupuis AP 2nd, Ngo K, Nicholas D, Kauffman E, Jones SA, et al. Partial genetic characteriza-
tion of West Nile virus strains, New York State, 2000. Emerging infectious diseases. 2001; 7(4):650–3.
Epub 2001/10/05. doi: 10.3201/eid0704.010408 PMID: 11585527; PubMed Central PMCID:
PMC2631742.
75. Diamond MS, Shrestha B, Marri A, Mahan D, Engle M. B Cells and Antibody Play Critical Roles in the
Immediate Defense of Disseminated Infection byWest Nile Encephalitis Virus. Journal of Virology.
2003; 77(4):2578–86. doi: 10.1128/jvi.77.4.2578-2586.2003 PMID: 12551996
76. Gentry MK, Henchal EA, McCown JM, Brandt WE, Dalrymple JM. Identification of distinct antigenic de-
terminants on dengue-2 virus using monoclonal antibodies. The American journal of tropical medicine
and hygiene. 1982; 31(3 Pt 1):548–55. Epub 1982/05/01. PMID: 6177259.
77. Taniguchi T, Mantei N, Schwarzstein M, Nagata S, Muramatsu M, Weissmann C. Human leukocyte
and fibroblast interferons are structurally related. Nature. 1980; 285(5766):547–9. Epub 1980/06/19.
PMID: 6157095.
78. Belardelli F, Gessani S, Proietti E, Locardi C, Borghi P, Watanabe Y, et al. Studies on the expression of
spontaneous and induced interferons in mouse peritoneal macrophages by means of monoclonal anti-
bodies to mouse interferons. The Journal of general virology. 1987; 68 (Pt 8):2203–12. Epub 1987/08/
01. PMID: 3039046.
79. Isaacs JD. The antiglobulin response to therapeutic antibodies. Seminars in immunology. 1990; 2
(6):449–56. Epub 1990/11/01. PMID: 2104281.
80. Daffis S, Samuel MA, Suthar MS, Keller BC, Gale M Jr., Diamond MS. Interferon regulatory factor IRF-
7 induces the antiviral alpha interferon response and protects against lethal West Nile virus infection.
Journal of virology. 2008; 82(17):8465–75. Epub 2008/06/20. doi: 10.1128/JVI.00918-08 PMID:
18562536; PubMed Central PMCID: PMC2519659.
81. Santiago-Raber ML, Baccala R, Haraldsson KM, Choubey D, Stewart TA, Kono DH, et al. Type-I inter-
feron receptor deficiency reduces lupus-like disease in NZBmice. The Journal of experimental medi-
cine. 2003; 197(6):777–88. Epub 2003/03/19. doi: 10.1084/jem.20021996 PMID: 12642605; PubMed
Central PMCID: PMC2193854.
82. Pulverer JE, Rand U, Lienenklaus S, Kugel D, Zietara N, Kochs G, et al. Temporal and spatial resolu-
tion of type I and III interferon responses in vivo. Journal of virology. 2010; 84(17):8626–38. Epub 2010/
06/25. doi: 10.1128/JVI.00303-10 PMID: 20573823; PubMed Central PMCID: PMC2919002.
83. Marie I, Durbin JE, Levy DE. Differential viral induction of distinct interferon-alpha genes by positive
feedback through interferon regulatory factor-7. The EMBO journal. 1998; 17(22):6660–9. Epub 1998/
11/21. doi: 10.1093/emboj/17.22.6660 PMID: 9822609; PubMed Central PMCID: PMC1171011.
IFN-α and IFN-β blockade modulate WNV infection
PLOS ONE | DOI:10.1371/journal.pone.0128636 May 26, 2015 18 / 19
84. Samuel MA, Diamond MS. Alpha/beta interferon protects against lethal West Nile virus infection by re-
stricting cellular tropism and enhancing neuronal survival. Journal of virology. 2005; 79(21):13350–61.
Epub 2005/10/18. doi: 10.1128/JVI.79.21.13350-13361.2005 PMID: 16227257; PubMed Central
PMCID: PMC1262587.
85. Daffis S, Lazear HM, Liu WJ, Audsley M, Engle M, Khromykh AA, et al. The naturally attenuated Kunjin
strain of West Nile virus shows enhanced sensitivity to the host type I interferon response. Journal of vi-
rology. 2011; 85(11):5664–8. Epub 2011/03/18. doi: 10.1128/JVI.00232-11 PMID: 21411525; PubMed
Central PMCID: PMC3094947.
86. Erlandsson L, Blumenthal R, Eloranta ML, Engel H, Alm G, Weiss S, et al. Interferon-beta is required
for interferon-alpha production in mouse fibroblasts. Current biology: CB. 1998; 8(4):223–6. Epub
1998/03/21. PMID: 9501984.
IFN-α and IFN-β blockade modulate WNV infection
PLOS ONE | DOI:10.1371/journal.pone.0128636 May 26, 2015 19 / 19
